(C) Fluorescent microscopy visualization of wt pDCerm, ∆ess pDCerm, and ∆ess pDCerm::ess strains late stationary and mid-exponential culture bacteria stained with FM 4-64, DAPI, and SYTOX mixture. Scale bar represents 5 µm.
(D) Quantification of bacterial average cell diameter. Cell diameters of GAS strains late stationary and midexponential phase of growth cultures cells were visualized by fluorescent microscopy and measured using CellProfiler software. Experiment was performed with three biological replicates. Data are represented as mean ± SEM. Statistical significance (p < 0.05) indicated with *.
(E) Photographic documentation of GAS strains overnight cultures cell sedimentation. Bacterial overnight cultures were vortexed and incubated at room temperature. Pictures of the cultures were taken at indicated time points.
(F) Cell intactness analysis of GAS wt pDCerm, ∆ess pDCerm, and ∆ess pDCerm::ess during 5 hours of incubation with addition of water or methanol. OD600 of bacterial overnight cultures mixed with either water or methanol was measured at time 0 and after mixing at time 5 hours. Experiment was performed with three biological replicates. Data are represented as mean ± SEM. Statistical significance (p < 0.05) indicated with *.
(G) Cell intactness analysis of GAS wt pDCerm, ∆ess pDCerm, and ∆ess pDCerm::ess during incubation in PUM buffer. OD600 of GAS cultures suspended in PUM buffer and not incubated with n-hexadecane were measured at time 0 and following 3 minutes vortexing and 15 minutes incubation (time 18 min). Experiment was performed with three biological replicates. Data are represented as mean ± SEM. Statistical significance (p < 0.05) indicated with *. (Table S1 .xlsx) showing mouse survival data for animals infected with wt GAS preincubated with PBS or a 2% solution of mouse RBCs (Related to Figure 2) . Table S2 . Excel file (Table S2 .xlsx) showing normalized quantitative proteomics results from analysis of GAS wt, Dess, and complemented bacterial cells and supernatants; tabs relate to normalized data from bacterial cells (WholeCellLysates) and supernatants (Supernatants) (Related to Figure 3) . Table S3 . Excel file (Table S3 .xlsx) showing normalized quantitative proteomics data from analysis of spleens harvested from mice administered PBS, wt GAS, or Dess GAS on days 1-4 post-infection (Related to Figure 5 ). (Table S4. Table S5 . DNA oligo sequences used for genetic manipulations of GAS strains (Related to STAR Methods).
